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(54) Title: METHOD OF PRODUCING VIRUS 



(54) o>r;ux(D^s^>i 



^( (57) Abstract: It is intended to provide a safe and efficient method of producing a virus wherein the whole process of culturing 
adhesive cells and producing the virus on an industrial scale by the cell culture is free from animal-origin components. Namely, a 

1^ method of producing a virus characterized by comprising adhering adhesive cells to a support, which has a polypeptide (P) having 
at least one cell adhesive minimum amino acid sequence (X) per molecule and is free from animal-origin components, culturing 
the adhesive cells in a medium free from animal-origin components, subculturing the thus cultured adhesive cells by using a cell 
dispersing agent free from animal -origin components, and then inoculating and proliferating a virus in the cells obtained by culturing 
the adhesive cells. 
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#!^Cfik2 : #fF3 1581 5 7 ^£3$ (W096/ 15231 ^^7Wh) 
#ff^Ciifc3 -Mm 2003-2101 66 

^F^fr^tittftl : Otfried Kistner et al. "Development of a Novel 
MammalianCell (Vero) Derived influenza Vaccine" Poster Presented at: Options 
for ControlOf Influenza V, Okinawa, Japan, October 7-11, 2003 

[ooo7] ^x\ &26mtz. ^m^mm<Dmmt^com^m^x^4/^(Djim^^M 
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[0008] ±mmmKm^xmMMm^tc^^ mm * 3&&fr£r^rufei ^mmm&m 
[0009] ^^m(DV^;v*(D^mj3%k(Dmm5.. mmm^M^T^ymm^ioo^i^ 

[ooio] ^mmw^/^tD^m^m-i. ^^xm^&<'?4/^&£.&i-z>~btfx^z> 0 

[001 1] [0 lM ffiftl l&tWfc «!l 1—3 ^^5JWiia*S©ftl^W^bS:^-t-^97-C*>« 

o 

[0012] ^mKm^xmm&Mf&fr&^isfo^tte, mmmm, m^mmmmx. 

^Ist&^b&MVkirZo 

[0013] ^mm^^^xmmmnb^ mwmm^mm^xmmu v^/^&m 
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ero/fflJIft, MDCKlfflJ^, CHOMM, HEK2937i«, COSflBJlfrfci? ) , Jffi»*W]&(H 
ela.m%&, V ACOm^J: tl , ^^1113 (HUVEC«, DBAEM&if ) , &jfiU$( 
HIT-T15#fflJ|&&£f), WLM^%®R&(.WL38m%&, BHK21SBJ8S, SFME^Bflft&t*) , 

ffi^m^CHLifflji, C2ci2*0j!^if), wm/ ft frmmmjfa (roc -im%&, i 
mr- 32^jfeif) mmrnxmsK ^^ymrnxumm^^^m 

e>fc0*L<ra\ VeroM, MDCKM^tW^M, #^£?l£b<Vero«,K. 

[0014] ^c, ^mm-vmm^M^mu^ti^^/^t^xi^ m*.t£. -yy^^^y, 

^(Flaviviridae){f?!jx.{iMtl^;)H'>'l'/V^(Yellow fever virus), B :ffi2&<M/KX 
(Japanese encephalitis virus), CMIT^^-^T/V^Chepatitis C vivus)]&X$^l/y*^y 
-f7K*(Dengue fever virus)# }, ^T/Vy^yy !^/K*^(Orthomyxoviridae) {-fV:7/V 
^^if ^^/V^dnfluenza virus)# } , T^V^^/V^^(Adenoviridae) {fchT^V^ 
AO* 1 ~34M (Human adenovirus 1-34) # } , ^/V^J*rM/K^(Herpesviridae) { 
i^M^/^^-fAO^llS, (Herpes simplex I). i^M^/^^^/l^SKHerpes 
simplex II), {%.Vk&^Mv4/^ (Pseudorabies virus) , 7kW&V$$MvH^y 
(Varicella-zoster virus)^.U ? thi^'Yr-^^f /tO*(Human cytomegalovirus)^} , 
t 0 =t/v^-r>/f/v^^(picornaviridae){T^h r >^'/^0§y(Aphtho virus O), Pfg^ 
/V^(Foot-and-mouth disease virus), ^y^-f7K*(Poliovirus) RTfAMRfi&V-f 
/^(Hepatitis A virus)^}, ^<y^yyy 4/^^(Paramyxovindae){M^v4/^ 
(Measles virus), ^fc^^^rM/K^Mumps virus) / S:D ? ir^V r >-l'/V^(Sendai 
virus)^ } , Mf rM/K*5|B|.(Togaviridae) { JE^r>^7K*(R u bella virus)^t^ffii^r>^/V 
^(Encephalitis virus)^ } , ^V^^/l^f^KPoxviridae) { [yyi/^Ty^/VT, 
(Vaccinia virus), ^S.^'y^(/py(Vano\a virus), ^^"^^fVl^XCowpox virus) IkXf'V' 
/V-fg^-fVl-OX (Monkeypox virus) l^nrM/1-0*^ (RetroviridaeMfcr-^S 7 ^ 
r>^/V^(Human immunodeficiency virus, HlV)RXf $cAT|fflJJft filfiUlra^/VOX 
(Human T-lymphotropic virus)^ } , ^.TJ^ n^~r>^f /t--;*.^[-(Coronaviridae) { ~V h ] J 
fcl&ttMW^2& , MA0*(Avian infections bronchitis virus)^}#^^^^t§{^^ 
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0*l<, £ib^0i£L<te:7^tf^/K^ ^/vy^yyy^VK*^ ^5^yyy^7v 
y^y^-f/^mx^h^^^^^mi-^^^, sw^L^te^/vy^yyy 

[ooi5] ^p^^fflbfctb^s^^^b^v^aitscf^x.^, mm, m 

^y ^yH&^-^f Uev (J^T, Mifii?f itifi) -e*>ixfi4#^IS^tbT, 

Mz.it. ^m<^MskmmmopTiPKo TM sFMmm(4^\fh^^^±m). vp- 

SFM (^fytf hnv^yttM) ^t^EX-CELL525 (JRH Bioscience|±M^) } ^ K 

yvvMEMi^ife, yvv^5/=3g$r^— yvwgj&, 4^yinM, RPMI1 

64Ol0ife, /N^F10J:#ffi, ^^F12ig-i& N MCDB105l$ite, MCDB107l#iffi, MC 
DBllOi^lfi, MCDB13lJ§ifi N MCDB151i#il&, MCDB1521#±fi N MCDB153 
Jgifik MCDB2011§ite, MCDB302l$ife^t) ? MEDIUM199^}S.U ; rtl/^^^ 

i&#W3;E<, $^>^0^b<«OPTIPRO™SFMj§±fe N VP-SFM^O^EX-CEL 
L525, #^#^L<teVP-SFM,K^EX-CELL525, ffiCfft *E<f*VP-SF 
MX&& 0 iOVP-SFM{4, y^/K^lf^^lJffl^SVero, COS- 7, MDC 
K, BHK-21, HEp-2^(D^0J!S^(Dj:^^3iE-CV^ o Mltti^ift^m, ib 
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(pdgf) Rxfmmwmmmmm^ (fgf) m mmmm 
[0017] 3c&fo<Duntvx^ mmmm^mm-c^um^hn^m-m^n^^ 
{D^mm^'.^^vmm, zku^^vk ^y-7W>\ ^*^mm. -r^&R 

(2) : "fc/Vn— ^ -fe/kn— ^WMVf (t/Vn- Xv^T h&UHr/Vn 



[0018] ^;fxib<7>5^ 1^Scffi5H\ »^^^^>^KndriyT/^-rh^0^U<, £<b 
[0019] tf^/Hf J^B^b-C^, trrvWEv^— {T^y/V^e/-^— , T/P^r>RXl^U>m 



[0020] ^m&^J^— blsXlt, S?tr~/W<>*tf >\ xfi/y^ya- /l^ T?V^ 

— k MJtr^/wo^^r^MJ^ti— /vzfusOYD W)T^)\— MSfls-^feixS 



[0021] ^ft©^ttLt«, ^'MiS^^-e^^?f^-efctL«#^^^$^-f , 

-^yr— &t**n— 7r^- jW*L<, ££>^0£b<ten— 7— #>/k W^n^f 
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[0022] ^?v^vT—(Dftmia^mmt&QW^b&&%&\^nh&m^%%fi\ 

[0023] v^o^!)7-©S^i( W m) E\ 20~2000iW*LC £«b 

{£0*lXf24O~lOO(K #fC0*U<f*8O~5OO-C*)5o #*L®M<£>^\ 
e^(fim)lt 30~25000#W*IX, &£>tc£P*L<}360~ 12000, #l££f*b 

[0024] v^P^yr- ©^JtMtt^Kllffll&ftV'tfS, ^4^n^)T—^mmtth\^M 

m 3 )te, 1.00~1.10j&5£P*LC $t>K:^*b<Fil.01~1.08, #{£0*lXf31. 01 
~1. 05-e*>5 o 

[0025] v^pdMrP7-ri rfjf d^t^ ^A¥t?t, WT©J:5^iD B n f ittSo 

(1) *°y^^^:^-/Vv ? ^^tt^W^-iyc2^(Biosilon) , yPt/VftS^y^ 
^y^tT — X (Plastic beads) Jit*7y ^ft^lM'K^aiT (Cytosphere) 

(2) *°yr^y/VT5KM : ^^jyK($0i^ -^y T (Biocarrier) # Q 

(4) ^M^M^-^yTM^M-fe/^y^ (Cellsnow) ^ c 

(5) -x^h^^M : T^^iv7x/W^Tt±$BM>-xV^ (Cytodex) 

(6) ^"y-^M-.^^yY^Wy^ (SIRAN) # Q 

[0026] ^mm, »magf*ttft/hT5yiiE^j (x) ^i^ffm<^iift5^y 

[0027] r^j&^tttSr/hT^y^e^Jj ttt, fflj^^^^y^i^fe^— ic|gfli$tb»i 

[0028] ^y^^K (p) y (Dmm&m&JkfrT^smssM oo <D^mwt m) mu§& 
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Ttvh^.mx^^^.m±^mmmn^mm^Mivoh 9, no. 7, 199cm 52 

7Hi-fB«$tv-cv^%»#^^-e^§ o -tb^<D5*>. ^*b^i~v ^jsa^flyE 

#S#V ^^C^0>£>, Arg Gly AspIB^U. Leu Asp Valgfi^!k Leu Arg GlugE 
?IJ, His Ala Valga^J, ^E^J#-^(l)~(8)-C^tl^BB^I^W*b<, 
*L<f3Arg Gly AspE^k His Ala VaimmRX^m^m^- (7) X^tl^m^lX 
&<9, #f-0*b<teArg Gly AspE^J-e&So 
[0030] atfy^^K (P) W\ jttliiag§^H4a/J^r5yiftE?!l (X)£W-, (P) ©B^tM 

[0031] M^JT^y^ffi^J (Y) b^Xfe, M:'bT*/mmm (X) ^©T^/lftE?!|j6Sftffl-C 

&V^Zf^\*(P)<DM%mfa±<Dm&tgfrb, Gly ^.U?/X}*Ala^Wi-§BB^J 

[0032] ffi$}T$;mmm(Y)kLrXfZ, (Gly Ala) a E#k (Gly Ala Gly Ala Gly Ser)b 
E#k (Gly Ala Gly Ala Gly Tyr)cE#U (Gly Ala Gly Val Gly Tyr)dE#k 
(Gly Ala Gly Tyr Gly Val)egB^L {Asp Gly Gly (Ala)f Gly Gly Ala}gE#k 
(Gly Val Pro Gly Val)hE#k (Gly)igfi?!k (Ala)jIE?!k (Gly Gly Ala)kE#U ( 
Gly Val Gly Val Pro)mE?!k (Gly Pro Pro)nE#k (Gly Ala Gin Gly Pro 
Ala Gly Pro Gly)oE#k (Gly Ala Pro Gly Ala Pro Gly Ser Gin Gly Ala 
Pro Gly Leu Gln)pgB?!j,&.TJVXJ3 (Gly Ala Pro Gly Thr Pro Gly Pro Gin 

Gly Leu Pro Gly Ser to)qE^J&^^5E^J4$J^N&h/5o ZM><05*>* ( 
Gly Ala)aE#U (Gly Ala Gly Ala Gly Ser)bE#k (Gly Ala Gly Ala Gly 
Tyr)cE#k (Gly Ala Gly Val Gly Tyr)dE#k (Gly Ala Gly Tyr Gly Val)e 
, {Asp Gly Gly (Ala)f Gly Gly Ala}gE?!k (Gly Val Pro Gly Val)hE#k ( 
Gly Val Gly Val F*o)mE#LK.TJV'Xf3:(Gly Pro Pro)i&E&\& : fcirZ>h<D&& 

$£>fc0*L<f2(Gly Ala Gly Ala Gly Ser)bE#k (Gly Val Pro Gly 
Val)hE#U (Gly Val Gly Val Pro)mgE?!],&.UVXte(Gly Pro Pro) ngd^JSrW 
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i-#fc<^ #(£0*L<fcJ:(Gly Ala Gly Ala Gly Ser)bE^IJ^i*S 1 fc^)'C*>5o 
[0033] &:J3 X afi5~100<£>|gigU b, c, dl0e!j:2~33©lf , ffi£l~194<£>llE2& % g« 

{i}~{200/(6+f) }©/hjK^J^TS^09*frrbfeSg8S[, h«2~40(Dlt, i&t^j 

}310~200<E>gE$U kf£3~66(£>3iElSu mf22~40(DgE|& x nte3~66(DlE^U ote 
l~22tf>fifgc. p_&U?qtel~13(DS#re&5 0 

[0034] ffimr^ymmm (y) ra\ ^>>MGi y )&t^xteT^^(Aia)^tp^/$wi£b 

V\, (Gly) &t^T7^ (Ala) ^£p#£% ^^(D^ff^Wf 'J^ (%) *& 

|&T^/BfeE^J(Y)©:£T^B^#K:£<5vvT\ io~ioo#W;£LC $bl^*b 

< {320—95, #{£0*lXiS3O~9O* ft1>0*lXf24O~85-C&5 o ffl-Cfc 

[0035] (Gly) &t;77=^ (Ala) ©M^Sr^tf^, (Gly 

/Ala)}3\ 0. 03~40#W3;IX> $^>t-0^b<{iO. 08~13, #f£0*lXf*O. 2 

[0036] aKy^r/^K (p) *tf>MSbT^&E#l (y) ©^fflSfett, Bfj|M4fa-b0>*^a> 

(P)15H^, 2~51dS0*L<, ££>fc03:L<fc£3~35 N #l£0*L<fct4~2O 

-t?fc5„ ^y^^-K(p) 2TO_h(Z)M^T5yM?ij(Y)^A/-etJ;v\ 

[0037] (Gly Ala) aE^J&^r?"^l&^T^fi^#|£Urf3\ E^J#-^ (9) ~ (11) t?^ 

[0038] (Gly Ala Gly Ala Gly Ser)bE^J&Wt"3#lbT5/l&E^J£LTtt. E^## 

(12) ~ (14) ^^-h^T^BfeE^J^f £>*b3 0 
[0039] (Gly Ala Gly Ala Gly Tyr) cE^J^T^Sffil&T^glE^JfcLTtt, IE?IJ#^ 

(15) ~ (17) -e^$tb5r^B6E^i^^#tf e>ns 0 

[0040] (Gly Ala Gly Val Gly Tyr)dE^J£Wi-5MlfrT5/^E?IJ£L~a3:. E#l## 

(is) ~ (20) -e^$^T^y^E^J#^#(f btbZ>o 

[0041] (Gly Ala Gly Tyr Gly Val) eE^J«rW1"5MlbT^/&E^J£:LTtt:, E#l#"^ 

(21) ~ (23) ^$;h^T^g&E#l«^»f £>*L* 0 
[0042] {Asp Gly Gly (Ala)f Gly Gly Ala}gE^J£^1-5#JibT5/BfcE#l£bTi3\ g£ 

(24) ~ (26) x*m&ti%T$jmmpm&mfbti%o 
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[0043] (Gly Val Pro Gly Val)hia?IJ£^1-5MJi£jT^/^ia?IJ£LTf3\ BB^J#-^(27) 

~ (30) -emztiZT^ywmmmfrmf bti% 0 
[oo44] (Gly) mm&^~r%mmT*ymmmtvx^ m?m^- od ~ (33) xmznz 

[0045] (Ala) mw&iiirzmshT^/mmmb^xi^ ga^j#-^- (34) ~ (36) xm^tiz 

[0046] (Gly Gly Ala)kia?IJ^i-3MifrT^/^ia?IJ£bTte, ia^JS^-(37) ~ (39) 

^£;fx3T^^ia^/Wffb;fx3o 
[0047] (Gly Val Gly Val Pro) mMi^l^ir^W^iT^ymm^ltVX^ @a?iJ#-^(40 

) ~ (42) xmznzT^/mnmmtfmf hnz> 0 

[0048] (Gly Pro Pro)nia^lJ£#^£Ml*T$/^ia^L.-a3:, ia?lJ#^-(43) ~ (45) 

t:^$^T^/^ia^J^^^{f^§o 
[0049] (Gly Ala Gin Gly Pro Ala Gly Pro Gly) o@a^U^^i-&MJitlT5/^@a^J£L 

-c J*. sb^ij#^- (46) ~ (48) x*m£ti%T*ymmmm$mf bti% 0 

[0050] (Gly Ala Pro Gly Ala Pro Gly Ser Gin Gly Ala Pro Gly Leu Gln)pia^lJ 

&mirz>ffimT^ymmmbi,x^ (49) ~ (51) xm^tizr^ymmm 

[0051] (Gly Ala Pro Gly Thr Pro Gly Pro Gin Gly Leu Pro Gly Ser Pro)qK. 

m^ir^mmr^mnmtvx^ m?m^ (52) ~ (54) xm^ti^r^mm 
[0052] z.tib<DT*;mmm<D?ib, ia?ij#-^-(9), (10), (12), (13), (14), (15), (1 

6), (18), (19), (21), (22), (24), (25), (26), (27), (28), (30), (31), (3 
2), (34), (35), (37), (38), (40), (41), (43), (44), (46), (47), (49), (5 

o), (52)xm53)xm£ti%T^/mmm&&-£.v<, ^b^^<m^m^-a 

0), (12), (13), (14), (16), (19), (22), (26), (27), (28), (29), (30), (3 
2), (35), (38), (41), (44), (47), (50)X»(53)-e^$tb^T$7^ga?lJ, # 

^0*b<«ga?ij#^-(i2) , (i3)xfe(3o)xm£tL%T*/mmmx&% 0 
[0053] ^y-^^K(p) te, fti&M%^/vx\s^xh£<. —mmm^tix^^xhx<, mjt 
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[0054] atfy^^K (p) tt. He^iM^iffffitoll^fd^, ft/hT5;/^ia?ij (x) 

^/hr^/gisa^j (x) irMlbT^y^E^j (y) t(DW&m,mt. (x- y) ( 

MS^ttOllL&^ib, l~50#Wl£b<, £fb^0£b<«:2~4O, 
03;L<te3~3O, ^t>0*L<«4~2O-e^ o 
[0055] *fc, ;i:/hT^glia?lJ (X) tMBtoT^/mnm (Y) ^CO^^#C^|^CT^M^o 

y-^W (p) cp^/hr^^ga^J (x) kffinbT^smmm (y) ^(D^#{i#:*'J^ ( 

X/Y)te, 0. 66—1. 5#W£LC &£>t£0*lXf2O. 9~1. 4, 4#t£0*L<}21~ 
1. 3t?fcS 0 

[0056] zKy-^W (P) (DTfcClF P5> (^/hT^/^IB^J (X) X«»bT^^ia?iJ (Y 

<D^m^ ^y^°^Klj|Sl^fc«9, 1~1OOOW30£L<, $e>^0*b<f*3~3 

oo, #^^b<«io~ioo-efc^ 0 

[0057] *°y-<^K(P)(Z)#cTO^*(Mn){*, 1, 000~1, OOO, OOO^W*b<, £ib 
{££p*lXf3:2, 000~700, 000, #{£0*1X123, 000~400, 000, ft1>0*L< 
{24, 000~200, 000-Cfc5 o &*5, K©t¥^f t (Mn) (2, SDS- 

page (sDsaKyr^y/v-r^Ky/Ht^c^cSft) aa-J^ so^xTVW^y^^K 

[0058] #y^^K(P)©0j8^Sr£JLT^-r o 

(l)*/hT5/MfeE#l(X)#Ais Gly AspIE^IJ (xl) 
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(xl)<£>13ffl£(Gly Ala Gly Ala Gly Ser) g£^J (13) (yl) <D13{S££r^U £*b 

9 

(xDcDSjiMGly Ala Gly Ala Gly Ser) K^U (12) (y2) <D5j@^#L^;ftJb/^ 

3 

(xl)<D 3Bt (Gly Val Pro Gly Val) Gly Gly (Gly Ala Gly Ala Gly Ser) 

2 " '3 

SS^IJ (30) (y3) <D3Bt^V^fhh^mcit^^X^mm^ir^Mnm 

l^cD^y^^-K ( r^ o n^^^F3j ) m Q 

(2) ^/jNT^y^IS?IJ(X)^He Lys Val Ala VallE^J (x2) <DWf& 
y p u^?^>F^v^?^F2Xfey P v^^>-F3CDArg Gly AspIB^J (xl) & 

He Lys Val Ala ValgB^J (7) (x2) f^HLfc IVn^^XLj „ r^°n^^L2j 
, X«r^n^^^L3j^ 0 

(3) ;«:/hT^/^IE?IJ(X)/^Tyr He Gly Ser ArggB^IJ (x3) <DM& 
y p u^^>F^v^?^F2Xfey P v3F.?^^F3CDArg Gly AspIS^IJ (xl) grTyr 

He Gly Ser ArglB^J (x3) ^MbfclVn^^i/Yj „ r^°n^^Y2j „ XU 
r^°n^^^Y3j# 0 

[0059] (l)~(3)(D^y^°^KOftfes ^^@3t(tt)MRetroNectin(yr3>'lf-^^ht 

r.^^ti^^^CH-296){^/hT^y^ia^J(X)^bTArg Gly AsplS^lJ(xl) 
^tl^Leu Asp Valia^lJ^-a-^"i-§Mn*tl6^"(D^y^°^K}, I^IRGDS- Protein 
A{fi:/hT5/^ga^J(X)<kL-CArg Gly AspSE^lJ (xl) ^^i-SMn$j3^<D#y 

<<7°^}~btft *u<^ffl-e^{^cL-, ^tL^(D^y-<^K{»i&T5/^ia^j (y 

) tf5"£*4vCV vfcl \, iot, Mtt^^_hfE(D(l)~(3) £<Q-k£% 0 rtb^(D 
^y^^K<^T$y^ia^Jtt#^^F2-311498-^(US5198423A(D5fl^rt^ 

[0060] tfy^/^K (p) oM^fefe^#(-f|iJPS$tL-r, ^°^K^^i-§^*^(D 
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^^Mm^nxmm icmm^nx\^^mmm^^ti^ 0 ^tmm&f&m 

^MbTtt, #Je^3-502935^-<kfg(US5243038A, US5496712A 

, US5514581A, US5606019A, US5641648A, US5723588A, US57706 
97A, US5773249A, US5808012A, US5830713A, US6018030A, US61 
40072A, US6184348B1, US6355776B1, US6380154B1, US20030834 
64Al^tJ?US2003176355Al(D^^P fc iI^#^^j;i9^:mJil^ s 93Atf) idfB 

gc^tLTv ^j?mmm v ^n§ 0 m^m^y^.-?^ (p) k&&x$% 
[oo6i] xmm^j^^v (p) ^m-r^m^ (p) ^^^^b^^ltv ^ 

[oo62] ^ft^ztfy-^^K (p) ^m^^^R^n^(D^mxn^t^x^ 0 
[0063] (i)* 0 y^^K(Z)5^i^T^y^x{i2^T^y^#i-§t>(D^7Ky-<^K(p) 

7^/WyM*{R' -N = C(OCOR) -NH-R' (-OCOR#^#:(^ft 

[0064] Jj;v^M^¥ikS%ob\^X te, n, n ' - ^^n^vvi^/i^V^K&m - ^ 
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[0065] (2) # y^:^K©5*> lft7^iXli2f7$/S^tt§t)©tP*^t^»^ 
[0066] ;v-M^7— /vft^iLtft, N, N' ;v*M^S— 

[0067] (3) m^Zf^(D^ib^^iy/^m^ir^h(DtP^^^m^(D^ib^/^^r 

[0068] ^y^^K^p*^w^^f*^, mmmm. ^y^m^/x^mw^-^ 

fii&^^^T«7K^ ($J X. fif #M 2003 - 1 8 9848) # x»%Z> 0 Mm^. 

^wm&, mm3mM(D^mmm%)n, ^mm^mmKm^^x, o. ooi~ 

50£W^bC £fbf-#?3;L<teO. 005~30, 4#i£0£L<teO. 01~10-e£>£ o 

[0069] rtL^^^ ^ x\ mm^, iii;/xi4«s^tt5^is, 

X&Zo 

[0070] jc&mz.tfy^zf?-}* (p) &£m-rz>m&. tfy^TW (p) <d^» ( » g / C m 2 ) 

^##:(D^pi^^®^lcm 2 ^*9, 0. 0001 ~ 100000 ££>i^!?^b< 

teo. ooi~ioooo, #^0*L<teo. oi~iooo-efc3 0 ^-<D^mx-foz>b, ftOJft 



WO 2005/103235 1 5 PCT/JP2005/007459 

[0071] ^J-<^V(P)(D^m^ Vz<D&5teLX#:ibt>tiZ>o 

(1) f K(P) ©^f K g/g) m*.\&m 

^y^^K (p) tw^^mmm^mm^td^cD (j^t, mmmm^m) t& 
tdocDm^j-v (p) (D^mmm-r^o 

^m^L-cs^u ^nw-^v^mmm (a) (b) 

j^fp^aa (ha) RTfmm&79vh^wfo<D^ftmmm (B)<D^m^m 
B«(HB)^mi-§o 
[oo72] ^mmm^m-^-i-i, ^{mzmmmtc.V(D^i%mmm(cm/s) = [4x ^ x 

(ra/2/10000) 2 ]/[4/3X tc X (ra/2/10000) 3 Xd] X[(HA)/(HB)]}^ 

[0073] sfctfc-c&v ii:^#:^:tJ««^) ^^?Lfi©^frtfeot, 

[0074] itmmtMtf ($lx.fcf . QUANTASORB (^-Ti^T^^^M) ^ffl V ^T^^#: 
OjeMr»JS($"Jfetf>;He/Kr = 99. 9/0. lft^tit, |&m#>;^3ff)U *U 
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mVg)Sr»m-r«, 

(3)itii^fc!)o#!)^fK(p)©Mi(/ig/g)^ m^mmmt^(D^ 

^ft(cm 2 /g)-eiLT, ^#:o«Bilcm 2 ^fc"9©tti(Mg/cm 
[0075] M#f^te\ l^i0*(D|^^^$t^§»^S^^^^b^V^^^^t5c 
^IJ^LT«, drW-h^J(EDTA^), 2^30°C<Dmskmmm, 4«SS:<^filC^ 



[0079] 



[0076] ^mm<D^y(;v^(D^M^m\±, it ttiia^ife s fj^^^f ^^^^ 

[0077] M#«^fflV ^^tttM£#§fc#><Di§4i (KT, ^Vj$#) ^te#^TM 



[0078] -fum^^&htltz 



itt(^i/cm 2 )tt, 



, ^#ffc<D^i£jJe®^lcm 2 ^«9, 0. 001~1000#W*bC §^>t-0*b<«O. 01 



ioo, #^0^b<«o. i~io-e&£, 
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[0080] 



mmimL^tdO, 0. 01~10000#W*LC ^hKU ^L<{*0. 1~1000, #^0 



PH 



[0081] 1~5 0 l/SA^^M^Jgife^i^i-^-^^^bV \ 



[0082] mmrp<v~m4k$<mm& 



;^5vvr, 2~10^ 



[0083] m^U&CC) fi, 25~42#W*LC $^>^f *b<«30~40, #^0*b<{*35 

~39, S^^^fisy-efe^o 

[0084] ^^f^^L-C^^ti^-ryT—^^^; 20^500^111, MM^M; 100cm 2 ~100m 
[0085] (l)^t°^-7^=3X^-<^/^^ffi-r^#^, 



100mL~100L#) tfU^ 



[0086] (2)^X7^0— mVT^—m^mir^m^s fllfctf, 10 



0mL~100L#) ^-^M^^yr— Z^yhL-fc^ 



[0087] — ^\ ^WiL-Of^— 7r^^- (l*3^10~500 ^ m^O £rffll 



^(^^SjlOmL^lOL^)^^, 



[0088] f fe, $##:iLtn-7-#>/K^I;0. l~20Llg)^fflV^^\ 



[0089] mf&ftWtM&m^^fcmftmmtte, ±m(Dx^K^xmmKx<omt' 
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[0090] mm&m&<Dmmmm^^x&mm-r%?4v^bvx^ mm^mm<Dm 

m&m%3&, 3—30 0 g^WlfcLC ££>^?1§;L< {24-21 0 g, #^*L<{*5 
— 15 0 g , 2k^0*L<f*6~lO 0 g , *^0*L<f*7xri8 0 a t?*>5„ 
[0091] *fe^/^^g^^-«K©^*jliBJ^©JjWJia«aP (^fl/mL) te\ 0. 2—20000 
OtfWSOX, $e>m^U<f*2~ 20000, #^£mXf3:20— 2000, 2fcfc:#*L< 

n 1 oo~ 1 000, &bffri£L< ^200— 5oox&& 0 

[0092] v-f/v^&mmirzMic Mfamm^xmM&m&ft?~tmi^<, $^^0* 

b< te^J#ai<E»*&ifi£rl&icU PBS(0. 02My^ll»«^)^tJ ? / / X«4ffiJfiL?t 

[0093] z.<DMfiaMi&m*, Mmftmxmmi^fch<Dtmch<Dfim^^\ 

[0094] r©tiJfiL«^tt^ttjiwj^4«s^J^^r$^'rv >-ob £<, ^mistix\ ^<xhx 

, *lJfiL^j§ffi<D^^^<5VNT, 0. 5— 40#W;£IX, &£>{C0*lXf21~2O x # 

l£0*lX f*2— io-efc^ 0 
[0095] ?^/K*£r^li-5R#tf>M.O.l (I^^iS) te, !PIJ^^W;^©ii(aotI 

1—0. OOOOOO l/5Wt:L<, $e>fC0*U<f*O. 1—0. 00001, #fc£p*L 
<^0. 05—0. 0001-CfcSo 
[0096] W;wofii^ (*£%3l9ffl ; 0) «\ 2-14£Wl£L<, £*b^0]£b<te3-lO 

[0097] »>-r/^(DJ;^taS(ii^aS; 0 C) te, 30— 39dW*b< x ££>fc0*L<i*32~ 

38, #(310^b<«33— 37XfoZ> 0 
[0098] J$J&(DpHte:, — J^ififflfcf^t^WW^lX, -^fgfflte, 6— 9#W*L< 

, £ib^#?*L<te:6. 5—8. 5, 4$t£#f*L<J27~8'"Cfc5o 

[0099] ^isw©^/^©^^^ v ^xmm&tmzyf^bisciimzfflm&ti: 
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e»^i7^^ "fy^v^y, W^/Hf&r?^-^ ^-7)v^/*fy? 
^->\ fi/fW??^, m^tvWWf-y, yy-7 >v^y-*fy ?^-y ^ ^)HrV^ 

[0100] ^^m^mcxtut, mm^idx.w^7v^(D^M(D^M\^^^x, ^<m 

[oioi] ^mmn^m^mm^m-m^n^^xw^ ^mco^w <vmm\Hiz.$$ 
[0102] i^r, ^w^ov^-c, mMMRx$mm&mm^xmmKmm'tz ) & s *%&m\z 

^;V^y =t minimum essential medium (DMEM) + 5#:^%^^Ji^J/SlflL?t ( 

FBS) (-T^>n>^t±$!i) ^T^W«^<DVero«^ «^^J (^VtT hn 
>|ti, rProtease (^^^tl) ) ^^t-J^CTPBS-e#^b/'#«^T37°C 

s) &n±o 

mmm i 

[0103] < mskm m&Rxf^v*^yFW^i-4vy^ — x&m v \fc 0 #jsifc!M/K*tf> 

vVK($c)Sk 300mM7ki§m) lOOmli^ 12^n^tf — X(3fSH^150~250 /z 
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(pH=7. 2)100mlSr»b^^5l^-r^^3[U^fofc(^)m^ 
^e^T2M§$e(300mM N 100ml) ^20^}! #Lfc 0 -?:<D^ ^^^TKlOOm 

i&muvmm&m$m^ir%m¥&3mft\Hffim . ^v^ioo°c«m^^ 

:0. 3 ix g/cm 2 £#fc 0 

(2)»#)S^^^b^V^^Jfe^t±§Jfi(^^>^^ ; n^|±M, VP-SFM) £»J 

77^3 (Tf^-ttM, F7689) (CAtLf'o 
[0104] #cfc % *fflJ3S#affiVero|0JiS(S)^^ajj^g2X 10 5 cells/mLi/^j;5^-hlB^ 

—7— (T^^ttS, MCS-104L) ^rfflV^-C25rpm~35rpm(Z)ft#[lIfe#:^J:i9j$^ 
[0105] ^ffl«ft«8 0 &fcfrV \ »Ml3 0 @ £(9# 0 50#:^%(Dl§ifi^m^f ofc 

) ^PBS^5f§#l^bfc#|R^^T37 o C^#T^0J^^m^TV \ i&frjft 

[0106] ^>^/V40ft^>fb;t!:*5tt5JjiBJia*flPSr, ^JttW*JliL^tf^^ig««ft<BIS 
ifcfc*? ©^SfclUtfjfcfc, Jftttl3lWJfr&g (cells/mL) ^WWPbI^-T^:^ 

[0107] 7f«i^li£624 0 @ t^lfW-— 79^=»P"?©*&^l*atSr^*U PBS^<fc£gfc#gr 
2HlfTofc^ 0«2^>7^/^(jEV)^M.O.I=O. Ol-Cg^lU 37°CfmU^-e*# 
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^t°yt-77^(^tlftH. 5mL^PU pH^7. 2^bfc Q 

[0108] -f-^v^it, jevj$^2~8 e g *-eftv \ BB&mz.^ >-cf*^^^^s^co 

^«a'J^b7^o JEVit5jt^^tl^(l)HA(*jfe^^SJ^. Hemagglutination) « 
^oV^Tte^^V^lJ^U (2)ELISA(^*^i#:^. Enzyme-linked 
immunosorbent assay) ^oV^Tte, SrLjEVSrLjfil?f hjJ^MZ-X&^KWJm 

P^I^r^^^t^Lot. 197-Pj:«9g^t^#b, ^ttMMjEV^^^ 
^^b-C^fflL7Co ELISA^J;§JEVM^fi»SR#^k^i-^7^^El2^^b, 
HAK£%JEVm^A(Dm^M1k&^? : 77 : §:m3K7jkVfc 0 *fc, ELISA&OTA 

[0109] [^1] 





(X 10 6 cells/mL) 


HA 


ELISA 

(U/mL) 




1.6 


256 


1949 




3 


128 


1087 




2.4 


64 


626 




3 


512 


2367 



[0110] <skmmmtT^hy>\f—^(T^y^m, ^q B p^Cytodexl))^^fc0»^ 

^%fbs) tmw&tef&fr&^mvt&^icxh^-t?-- xtemm-rzz.t&L^ m 

[011 1] < tejfiLff mifot^Xh?^ — X (T-^iz-T^, ^d b d^ Cytodexl) ) V 0 ^ 
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m5kmmm(4>^hti^^±m. vp-sfm) twim&mtft&frSGvte^^xh 
[01 12] < mskmmMt^m^9— ^tmm^tit^ *c*y?w — x (t-^^sl 

Cytodex3) ) %m V \fc 0 #J$S|fc!M />X<D&M > 

MtiiW&i&M^hnitxZ^IM. VP-SFM) ty^Vk^ySf^&Wi^tLfcf 

o 

[0113] Jt^Jl~3^oV>T, H»!jl^lKl#{Cb-C, ^/^gatl^jllHiaafcROTUSA 
^OTA(DMSft^Sfftft^li^b, lfflMS-0#F^^^^EIl^^ ELISA 
Titer- R%t#'9Z7&M2\^ HA Titer- 0 ^^7^IH3^^Lfc 0 

[0114] minimi j;«9, ^»!ii (^^/V4) -eta, mmm^8 0 g % 16 0 @ ^u?24 0 

W!j3(i^^VV3) ^Jfc^T. ^^&1]^iio^J;<it5»bTV^'^^ijo^: 0 
[0115] El 2, El3^tF^lJ;«9, ^WJl (y->y°/V4) (i, ELISA,R(J?HA^ itigi 

^1 (IJ-VTVH) . Jttfc0!|2 (f-^°/V2) ^T^it^f?!l3 (f-^/V3) ^it^T, iftl n 

[01 16] < mskmm^ty°vi^^F^^4ti>}f— v ^-tv^/v^^i? r>-r/v^ 

(^^|±$^, F7689) ^Atbf' 0 
[0117] *fflJ3a#afflVero^JiS(S)^^jj^g2X lO'cells/mLi/^i^^-hfB^ 
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— ^— (fPW^±$!k MODEL1104M) ^rfflV^35rpm(Dft#[lI^#C^J:«9j##Lfc 0 
[0118] ^Mftf*8 0 MMI3 0 @ ii9# 0 50 fcm%<vmi&$iM : & ft ofc 

[01 19] Mft#M^«^lfi£624 0 g (^t 9 79^=»<Dat#SrJh«), 

^7^=i ^rProtease^r5mL^Px., M.O.I =0. OOlK^X^K^^/^^-l^f 
V^AsT. (B/Johannesburg/5/99) ^WlW^Tc-o 4l/~7;V^/f ^/K*i#^te:33 < C1fi 
ia^tC-C^ 35rpm<^at#|Hlfe|gc-T?fTV\ ^fcVf- ^^©^^S^fcTJ&il 

^^hWJ»WfcKXpH7. 2~pH7. J>V^>^^ ^^^klS 

muntfc, ) 0 ^>^v^^4^y/^>-^4/^m^67mmmcft\\ ^.ubv 

MMM 3 

[0120] < Msk^i^Mt^vi^^F2^^"i-4vi^\f — XSrffiv ^1t^i^7/>^>^f y^/vx. 
<F>£M> 

^^n^tr— X{^ p n^^F2M-^*:0. 3/ig/cm 2 , ^wfcJ^^FOftfc^fc 
feo H^j2^|WI#^bT^/^(D^?rfTofc 0 H»!J2 
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[0121] < U^n^^t^n^^Y3^^~i-^tily\f-~ X^H V \7bYl<7/Vcn>iF SMVW* 

i!lKl#^bT#fcHA{*128f&-e$>ofCo 
[0122] <lfc.?t J^i&^^h^tf— X(7^^S, ^D B a^Cytodexl))^V^ci'^ 

%fbs) ^I^]^S5^5^^Wb^v^^^^7>'^-x}^ffii-§^i!J^^, m 



M2tmm^x^4/^co^.)m^n^tc 0 mmm2tmmz.vx'mcHAte32{h 



X&ofz 



^— o 



[0123] <4ffi J k^i§ffi^T ? ^h7^tr— X(T-^>-^§^ |gp B p^Cytodexl))^V^-l'^ 

Mifc?f i#ifi(-r^>n^^±M, vp-sfm) tm^mm^-^^^^^h 

[0124] < #lk»l:tM^^^tt^^-^V«^$ttf c ^^h^^-X (T^^M, 

p n p^ Cytodex3) ) ^ffi V ^^T^/V^^if ^/^(D^^ > 

m^m mm(4^bt2^^±m, vp-sfm) t^m^y—^^m^titcf 
'Mm2tmm^xmttHAtt.4mx]b<>ti 0 
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[0125] mmim. mmimRx^mmwH-^^ it$tM4, itmmRxfitmmtit^x 
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m^mm 



en 



[2] 



[3] 
[4] 



^iM/i^jpk fc^/i^^MVv-^fk ^^y^MVi^fk htfiM/i'^&tfxtfy^ 
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*fIE»<Dl!t3fcCDfEg] 

[2005^9^95 (09.09.05) BMIS@S31 : ttj£3tD<Dflt$0!)ttSia 1 [£*tIE£*L7i ; 

c i ] mmm mm&ws&frT $ / mm (x) ^l^iu-soit 

[2] *&ib^^/^^ % 7 ^ i? »M/kx£k ^vvy^^y^^^ rfsv^tv 

Ifn/W-^/V-^^ ^^yiMA'^^k b# 




(-|w/s||8o g qix) 
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